53
The recommended administration of DAP every 24 hours results in a large difference in the 54 serum peak and trough concentrations (at 6 mg/kg: ƒC max = 8 µg/ml, ƒC min = 1 µg/ml), 
MATERIALS and METHODS

84
Bacterial strains. day's passage, and the concentration of DAP was increased stepwise. As permitted by growth,
131
DAP concentrations were incremented by 0.25 µg/ml until overnight growth was observed at 1.0 132 µg/ml. The stepwise daily increment was increased to 0.5 µg/ml and maintained until overnight 133 growth was observed at 5 µg/ml. The increment was increased further to 1 µg/ml until overnight 134 growth was observed at 15 µg/ml. The increment was then increased to 5 µg/ml and maintained 135 until end of study.
136
Five distinct passages started from isolated colonies were analyzed. Serial passages were 137 performed for a total of 28 consecutive days and DAP MICs were determined on days 7, 14, 21 138 and 28, as described above. ISS Koala spectrofluorometer with a temperature-controlled cuvette holder maintained at 37ºC.
161
The probe was excited with vertically polarized light (λ ex = 360nm) and emission intensity was antibiotics during growth demonstrated significant differences in membrane integrity at the 6 232 mg/kg dosage when compared to in vitro-derived strains exposed to DAP alone. At higher 233 dosages, only strains exposed to DAP + CLR or DAP + OXA had significantly reduced 234 membrane integrity compared to strains exposed to DAP alone ( Table 2) .
236
Combination therapy alters the emergence of changes to the cell envelope in S. aureus.
237
Cell envelope alterations associated with DAP resistance, including cell wall thickening and 238 membrane fluidity restructuring were examined (Tables 1 and 2) . No significant changes in cell wall thickness were observed between the DAP-susceptible strains obtained from patients and 240 their DAP-resistant pair (Table 1, Figure 2) . However, strains exposed in vitro to DAP alone (Table 2) . Therefore, membrane fluidity appears to be a poor predictor of Fluidity (p) 6 mg/kg (7 µg/ml) 10 mg/kg (11.5 µg/ml) 12 mg/kg (14 µg/ml) 6 mg/kg (7 µg/ml) 10 mg/kg (11.5 µg/ml) 12 mg/kg (14 µg/ml) J01 0.5 2 20 ± 5 % 26 ± 6 % 27 ± 7 % 48 ± 3 % 28 ± 3 % 27 ± 2 % 32.5 ± 3.9 0.305 ± 0.020 J03 3 2 12 ± 3 % 19 ± 2 % 20 ± 3 % 79 ± 10 % 43 ± 6 % 34 ± 4 % 31.9 ± 3.5 0.299 ± 0.047 O325 0.09 1 27 ± 6 % 36 ± 10 % 58 ± 32 % 39 ± 2 % 19 ± 2 % 18 ± 1 % 31.8 ± 5.3 0.294 ± 0.016 O510 2 1 15 ± 7 % 26 ± 5 % 42 ± 19 % 55 ± 30 % 25 ± 10 % 27 ± 9 % 29.8 ± 6.3 0.291 ± 0.022 D592 0.75 2-3 6 ± 8 % 7 ± 6 % 11 ± 3 % 23 ± 10 % 25 ± 12 % 21 ± 13 % 44.7 ± 8.6 0.304 ± 0.020 D712 4 3 0 ± 2 % 2 ± 4 % 7 ± 5 % 27 ± 1 % 26 ± 3 % 24 ± 7 % 43.8 ± 6.6 0.289 ±0.026 
